Not only are the number of sensitivity determinations increasing in most laboratories but also the occasions when it is necessary to test pathogens against several antibiotics at the same time. In general, the practical value of sensitivity determinations depends upon the rapidity with which the clinician can be advised as to the most suitable antibiotic for any particular case. Using the disc diffusion technique this work can be expeditiously performed on a quantitative basis without a great deal of additional material or labour (Gould and Bowie, 1952) .
The presence of several similar discs on a single plate necessitates some means whereby each antibiotic may be identified. Fairbrother, Martyn, and Parker (1951) From a practical point of view for sensitivity tests, the dyes are not affected by any of the enzymes formed during bacterial growth and they do not affect the adsorptive capacity of the discs. After exhaustive tests with all the organisms likely to be identified in a routine hospital laboratory, it was concluded that they had no inhibitory effect on organisms which would grow on the surface of solid media.
Since the dyes possessed all these negative characteristics essential for our purposes, we carried out further experimental work to determine their effect on penicillin, streptomycin, chloromycetin, terramycin, and sulphonamides.
As a colouring agent for discs in sensitivity tests, it is essential that the dye should have practically no effect on the antibiotic and vice versa. At the start it was found that the dyes were precipitated by streptomycin; we therefore use uncoloured discs for this antibiotic.
To investigate the stability of a mixture of the dyes and antibiotics, dilutions of each antibiotic were prepared so that the dyed and undyed solutions contained the same initial concentration of antibiotic. The dyes selected for each antibiotic are detailed in Table I . by steaming for one hour. .85 80 Equal parts of the antibiotic and dye solution are mixed and 1 ml. of the mixture added to each bottle of 100 discs; the disc antibiotic content is therefore d 2.5 mg./ 1 unit in the penicillin bottles; 25 lAg. with chloroency of the mycetin, 50 !tg. with aureomycin, and 10 Mg. with nths.
terramycin. The discs mray be stored at 4°C.. and I represent will retain their potency for several months in the e the suit-wet state. ltivity tests.
The discs are applied to the surface of plates inoculated either for primary isolation or for subhylococcus culture. The diameter of the zones of inhibition of The final growth are measured and referred to standard graphs e-antibiotic for each particular antibiotic, prepared with a stan-1, 2.5, and dard organism of known sensitivity. At a concentration of 2.5 mg. / ml. the dyes coloured the discs distinctly so that they were recognizable over normal incubation periods on all common media, MacConkey's medium excepted, seeded with any of the bacteria encountered in routine bacteriology. The colours are fast, are not affected by the atmospheres of incubation, and have no effect upon the inhibitory activity of antibiotics. Also, the antibiotics have no effect upon the dyes, with the exception of streptomycin, which precipitates all the dyes and is therefore used with uncoloured discs.
The dyes have no effect on the diffusion of the antibiotic through agar media, and, as far as sensitivity tests are concerned, the coloured discs are as stable as the uncoloured discs.
